with casein (1% w/v) was used to raise liquid culture in flask of size 25 ml. A 100 ml medium was inoculated with about 10 7 spores of the fungus and the medium was incubated at 37 o C on a shaking incubator.
Preparation of enzyme source
After three, four and five days of growth, the broth was centrifuged at 10000 rpm and the supernatant was used as source of enzyme.
Assay of enzyme
The protease activity was assayed by casein digestion method (Kunitz, 1947) . The reaction mixture contained suitably diluted enzyme and casein in 0.1M sodium carbonate buffer pH 10. The reaction mixture was incubated at 40°C for 10 min. The reaction was terminated by the addition of 3 ml of 10% trichloroacetic acid. The terminated reaction mixture was incubated at room temperature for 30 min. The precipitate formed was filtered through Whatman No. 1 filter paper. The absorbance of the filtrate was measured at 280 nm. Tyrosine was used as standard. One unit of protease activity is defined as the amount of enzyme which liberates one micromoles of tyrosine per minute per gram dry substrate under experimental conditions. Protein was estimated by the method of Lowry et al. (1951) . 
Effect of pH
The pH optimum of the enzyme was determined by varying the pH of the reaction mixtures using the following buffers (100 mM): sodium acetate (pH 3.0-5.5), sodium phosphate (pH 6.0-7.0) and Tris-HCl (pH 7.5-8.0).
The protease activity at different period of incubation is given in table 1.
The enzyme activity in the broth was found to increase from third day and became constant with effect from fifth day. The activity was found to be a bit better (5 unit/ml) in case of the strain A. niger BEN3.
The effect of pH on enzyme activity is shown by the figure 1. The enzyme showed maximum activity at alkaline pH, although residual activity continued to be seen upto a pH of 3.
The alkaline protease is very important industrially. Earlier alkaline protease has been reported from fungi and bacteria (Veloorvalappil et al., 2013) .
CONCLUSIONS

1.
A. niger isolated originally from carps produced proteases under in vitro condition.
2.
Of the three strains BEN3 produced more unit of enzymes under parallel conditions 3.
All the three isolates produced alkaline proteases. 
Fig. 1: Effect of pH on the proease activity from three isolates
